Title: THE LACTOSE OPERON OF LACTOBACILLUS DELBRUEK.il AND 
ITS USE FOR CONTROLLING GENE TRANSCRIPT ION AND/OR 
EXPRESSION IN BACTERIAL CELLS 

Inventor: Germond, J. et al. 

App.No.: 10/019,817 

Docket No.: 112843-039 Replacement Drawing 



mi 




FIG. 1 



Ol 

853 860 870 880 

LL44, LB68 ..TGTTTACTAAAAATATTTTGGTAAAGCA 



N62, LB10 ..TGTTTACTAAAAGTATTTTGGTAAAACA 



N141 



N299 



ACTAAAAGTATTTTGGTAAAACA 



ISL7 



TTACTAAAAATATTTTAGTAAAACA 



ISL5 



02 



LL44, LB68 



890 900 
TCTTGATTTGTTTAGTAAACGGGTCTATA 



N62, LB10 TCTTGATTTGTTTAGTAAACAAGTCTATA 



N141 



TCTTGATTTGTTTAGTAAACAAGTCTATA 



N299 



TCTTGGTTTATTTAGTAAACAAGTCTATA 



.Title: THE LACTOSE OPERON OF LACTOBACILLUS DELBRUEKJI AND .> 
.ITS USE FOR CONTROLLING GENE TRANSCRIPTION AND/OR 
EXPRESSION IN BACTERIAL CELLS 

Inventor: Germond, J, et al. 
App.No.: 10/019,817 

Docket No.: 112843-039 Replacement Drawing J 




Title: THE LACTOSE OPERON OF LACTOBACILLUS DELBRUEKII AND 
ITS USE FOR CONTROLLING GENE TRANSCRIPTION AND/OR 
EXPRESSION IN BACTERIAL CELLS 

Inventor: Germond, J. et al. 

A'pp.No.: 10/019,817 

Docket No.: 1 12843-039 Replacement Drawing 




FIG. 4 



1 GAATTTTGTCTGGATGCTCAGGAAGCCCGCCAGCT 

stop lacZ nnc 

61 actgaa Ita^ gctacaattgact^ 

121 lat^gcaacgatcagagaagtggccaaggcagccggcgtgtcgccagcgacggtttcccgg 

1 m a t , 1 r e vak a a , g v s ,p a t v s r 

helix turn helix 

181 GTCITGAACrATGACCAGACCCTGTCGGTCAATGAGGCAACGCGGCAGAAGATATTCAAA 

21 V L N, YDQT LSVNEATRQK I FK 

241 ACTGCTGAAGCCATGCACTACCATAAGAGCCGGAAGACCAGAAAGAGCAAGCAAAAGCGC 
41TAE AMHYHK S RKTRK SKQKR 

301 CTGGCGATCTGCCTGTGGTGTGACCAAGACCAGGAGATCAAGGACCTCTATTACTATTCA 

61 LA I CLWCDQDQE IKDLYYYS 

361 ATCAGAACCAGCGCGCAAGCAGAGGCCAAGAAGCAGGGACTTGAAAGCCAGGTCATTTAT 

81 I R TS AQAEAKKQG LE SQVIY 

421 CCGGCTGATCCTTTGCCCGATCCAGCTGCTTTAAGCGGGATTATCATGATTGGCTACCAG 
101PADPLPDPAALS G I IMIGYQ 

481 CAGTATTCGCCAGACCCKnTGAATGAAGTCAAAAAGTCTGGCCTGCCCCTGGTCrTTGTC 

121 Q Y S PDRLNEVKKSGLPLVFV 

54 1 GATACTGACACCTTAAAATTGGGTTACTGCTCAGTTGTGGCTGACTITGGCCAGGCCATG 
141DTDT LK LGYC S VVADF G QAM 

601 CAGGAGGCGCTAGAGGTCTTCTGGGGGCAGGGCAGGGAGCGGATCGCCCTrrTGGATGGT 

161 Q E A LE VFWG QGRE R I ALLDG 

661 GATTrGGACAGTAATTTrGATAAAAACAACTTGGTCGACTTCCGCTTCCGCGATTATAAG 

181 DLD SNFDKNN LVDF RFRDYK 

T 

72 1 AAGAGCCTCGCGGCCCGCGGCCAGTACGACCCGGACTTAGTCTATGTTGGAAACTTCACT 

201 K S LAARGQYDPDLVYVGNFT 

781 CCGCAATCTGGCTATGAAGCCATTAAAGAAGCTCTTAAGTCCGGCTCCTTCCCGAAAGCC 

221 PQSGYEAIKEALK SGSFPKA 

84 1 TTGATTGCGGCTAATGACGCCATGGCTATTGGAGCATTGAAGGCCTTTAAAGAAGCTGGA 

241 LI AANDAMAIGALKAFKEAG 

901 ATTAAAGTCCCAGAGGACGTCAGTCTGATTrCTrrrAATGACACAACGGCAGCAGAATIT 

261 I KVPE DV S LI SFNDTTAAEF 

961 GCCAACCCAGCCITGACTAGCGTACATGTAGAGACC^^CAGATGGGCCGAGCCAGCGTC 

281 ANPALTS VHVET IF*} M G R A S V 

1021 AAGGTCATGAAAGACCTGCTGGATGATGATGAAGCCGGCACTTACAAGGTCACTTTCCCA 

301 KVMKD LLDDDE AGTYKVTFP 

1081 ACAAAACTCGTTTACCGGGAATCTTGCCCAAAAGCATAAGGGCATAGAGCATAATAACAG 

321 TKLVYRESCPKA * 



1141 CAAAGAAATAGCTTGGAGATTGATTTTCTCCA^ 

"* stop asnA 

1201 ATTCTGTTGATCArrCTrCH3GAATGGGACAGCTrCACGAACGTGGTCCAGCTTGCAGATC 
1261 CAGGCAATGACCCGTTCAAAG 



Title: THE LACTOSE OPERON OF LACTOBACILLUS DELBRUEKII AND 
■ ITS USE FOR CONTROLLING GENE TRANSCRIPTION AND/OR 
EXPRESSION IN BACTERIAL CELLS 
Inventor: Germond, J. et al. 
App. No.: 10/019,817 

Docket No.: 112843-039 Replacement Drawing 




°9C e: 



o 



s 



1 



X X 



X 



X 




Title: THE LACTOSE OPERON OF LACTOBACILLUS DELBRUEKII AND 
• ITS USE FOR CONTROLLING GENE TRANSCRIPTION AND/OR 
EXPRESSION IN BACTERIAL CEllLS 

Inventor: Germond, J. et al. 
App.No.: 10/019,817 

1 1 2843-039 Replacement Drawing 




FIG. 6 



PstI 

I \ placl lad 



2658 



lacR 



pETllc 12656 



PstI 



GTG 



2657 



LL44 



i 



First PCR | 

GTG t^^j I GTGk^^^^ 



PstI 
PstI 



Second PCR 



PstI 
I \ 



2656 



PstI 



PstI 



GTGfc^s^^^ 



PstI 



GTG^^^^^ 
placl LL44 lacR 

+ pACYC177 cut PstI 



PstI 



Title: THE LACTOSE OPERON OF LACTOBACILLUS DELBRUEKII AND 
- ITS USE FOR CONTROLLING GENE TRANSCRIPTION AND/OR 
EXPRESSION IN BACTERIAL CELLS 
Inventor: Germond, J. et al. 
App.No.: 10/019,817 

Docket No.: 112843-039 Replacement Drawing 




LL44 



FIG. 7 



kb r 
0 



3 



1 2 3 4 5 6 7 



lac A PO 



lacS 



lacZ 



lacR 



EcoRI 
12409 

+ pNZ272 
cut EcdRL Avail 



Xhol 
13174 




EcoRI PO BspEUAvaU 




Xhol 
3033b| 



.cut^fcol 



EcoR\ PO BspEVAvaU 




Xhol 



Xhol 



Title* THE LACTOSE OPERON OF LACTOBACILLUS DELBRUEKJI AND 
ITS USE FOR CONTROLLING GENE transcription and/or 
EXPRESSION IN BACTERIAL CELLS 

Inventor: Germond, J. et al. 

App.No.: 10/019,817 

Docket No.: 112843-039 Replacement Drawing 




FIG. 8 



kb | 


1 1 1 1 1 


1 1 1 1 


0 


1 2 3 4 5 


6 7 8 9 


N299 \\^ 4 


M\\\\\\\\\\\ 


) wwwwwwwww) 


lacA 


ISL5 ISL4 PO lacS 


lacZ 



EcoRI 
[24 



+ pNZ273 
cut EcoRI, Avail 



0^ 



250 



EcoRI PO BspEUAvall 




UA4 6 7 

lacR 

Xhol Xhol 

3174^ 3033b| 




cxAXhol 

EcoRI PO BspEVAvaH. * EcoBl PO BspEUAvall 



Title: THE LACTOSE OPERON OF LACTOBACILLUS DELBRUEKJI AND 
* ITS USE FOR CONTROLLING GfcNE TRANSCRIPTION AND/OR 
EXPRESSION IN BACTERIAL CELLS 
. Inventor: Germond, J. et al. 
App.No.: 10/019,817 

Docket No.: 112843-039 Replacement Drawing 




8 

1 



CO 

hi 

CQ 



T 
o 

X 

2 

Q. 

I 

c 

> 

p 



FIG. 9 



pLL112 

LL44 prom + lacR 




1% lac 
0.5% lac 
0.2% lac 

1%lac + 0.5%glu 



0.05% lac 
0.5%lac + 0.5%glu 

^ man / glu 
360 



pLL115 

N299 prom + lacR 



400 1 
200 1 

o*- 



60 



120 180 



240 300 



+ 1%lac 
0.5% lac 

360 



9 s 
_a> 

Q> 
CD 




.. . 

• Title: THE LACTOSE OPERON OF LACTOBACILLUS DELBRUEKJI AND 
ITS USE FOR CONTROLLING GENE TRANSCRIPTION AND/OR 
EXPRESSION rN BACTERIAL CELLS 
- Inventor: Germond, J. et al. 
App.Na: 10/019,817 

Docket No.: 112843-039 Replacement Drawing j 




FIG. 10 

LL44 




0 15 ~30 45 ~60 



